Abstract Three new humulane-type sesquiterpenes, antrodols A-C (1-3), were isolated from cultures of the fungus Antrodiella albocinnamomea. Their structures were elucidated on the basis of extensive spectroscopic analysis. Antrodols A-C (1-3) are first examples of humulane-type sesquiterpenes isolated from cultures of higher fungi, and antrodol A (1) was the first report of humulane-type sesquiterpene with a methyl rearranged at C-3. All compounds were evaluated in the enzyme inhibition assay against two protein-tyrosine phosphatases (PTPs): MEG2 and PTP1Bc.
Introduction
Higher fungi have been proven to be rich sources of secondary metabolites with unusual structures as well as interesting biological activities [1] . Over the last 10 years, our main research has been focusing on bioactive secondary metabolites from the untapped resources of higher fungi collected in China [2] [3] [4] . As a continuation of our studies on biologically active natural products from higher fungi, chemical investigation on fermentation broths of Antrodiella albocinnamomea has resulted in the isolation of three new humulane-type sesquiterpenes, antrodols A-C (1-3). Fungal sesquiterpenes formed via the humulane-protoilludane biosynthetic pathway are characteristic chemical markers for the subdivision Basidiomycota. The largest group of sesquiterpenes belonging to the classes of lactaranes, secolactaranes, marasmanes, isolactaranes, norlactaranes, and caryophyllanes were believed to be derived from humulane [5, 6] . However, only a few humulane sesquiterpenes were reported from higher fungi previously [7] [8] [9] [10] . To the best of our knowledge, antrodols A-C (1-3) were the first examples of humulane-type sesquiterpenes isolated from the culture broths of higher fungus, and antrodol A (1) was the first report of humulane-type sesquiterpene with a methyl rearranged at C-3 (Fig. 1) . The inhibitory activities of the isolated compounds against two protein-tyrosine phosphatases (PTPs): MEG2 and PTP1Bc were evaluated. Herein we report the isolation, structure elucidation and biological activities of these three new humulane-type sesquiterpenes.
HREIMS ([M]
? at m/z, 254.1887), with three degrees of unsaturation. The IR spectrum showed absorption bands at 3440 cm -1 and 1635 cm -1 , indicating the presence of hydroxyl group and double bond. Fig. 2 . The location of the functional group and the assembly of compound 1 were done by HMBC data. The HMBC spectrum showed correlations of H-12/C-1, C-2, C-3 and H-3/C-2, C-1, indicating a partial structure comprised C-1-C-2-C-3 with a methyl (C-12) attached at C-2. The HMBC correlations of H-14/C-5, C-6, C-7 and H-7/C-5, C-6 suggested a moiety of C-5-C-6-C-7 with a methyl (C-14) attached at C-6. The HMBC correlations of H-15/C-9, C-10, C-11 suggested that a methyl group (C-15) linked at C-10, forming an 11-membered carbocyclic ring of compound 1. The epoxide ring at C-6 and C-7 was deduced from appropriate carbon chemical shifts at d C 62.1 and 63.1, as well as MS data analysis and HMBC correlations. The above evidence allowed the elucidation of the planar structure of 1 to be a humulane-type sesquiterpene with a methyl rearranged at C-3. The relative configuration of 1 was determined by an ROESY experiment. The 10E configuration was determined by the carbon resonances of C-10 (d 138.2) and C-15 (d 15.6), which were similar to related compound [8] . This assumption was also supported by the ROESY correlation between Me-15 and H-1, while the ROESY correlation between Me-15 and H-11 can not be detected. In the ROESY experiment, the observed ROESY correlations between Me-15 and Me-14, H-1; between Me-14 and Me-12; between Me-12 and Me-13 indicated that H-1, Me-12, Me-13, Me-14 and Me-15 were in the same side (assigned as b-orientation). The ROESY correlations between H-3 and H-11, H-7 revealed that H-3, H-7 and H-11 were in the a-orientation. Based on the above data, we deduced the favorable configuration of 1 as shown C NMR spectroscopic data for compounds 1-3 (J in Hz) -1 ). The 1D NMR data of 2 strongly resemble to those of (2R,3R,5S)-2,3-epoxy-6,9-humuladien-5-ol-8-one(4) (Table 1) [11] . The key difference was that carbon resonances for CH=CHC=O moiety in 4 (d C 160.0, 129.3 and 200.9) were upfield in 2 (d C 64.2, 55.8 and 40.1), suggesting the double bond in 4 was replaced by an epoxide ring in 2 and the carbonyl was changed to a methylene. In the HMBC spectrum (Fig. 2) , the correlations from Me-13 to C-3 and Me-14 to C-5 confirmed this change. The relative configuration of 2 was determined by an ROESY experiment. The ROESY correlations between H-1b and Me-13, Me-15; H-8 and Me-15; H-8 and Me-14, H-5b and H-8, H-3 revealed that H-3, H-8, Me-13, Me-14 and Me-15 were in the b-orientation. The ROESY correlations between Me-12 and H-4, H-11; H-4 and H-7 indicated that H-4, H-7, H-11 and Me-12 were in the opposite orientation (a). From these data, compound 2 was determined to be 3,4:10,11-diepoxy-6E-humulen-8a-ol, named antrodol B.
Compound 3 was assigned the same molecular formula as that of 2 (C 15 Na, 275.1623). The IR and 1D NMR data were extremely similar to those of 2, indicating that compound 3 was also a humulane-type sesquiterpene. Compared to 2, the main differences were below: (I) the epoxide ring at C-3 and C-4 in 2 was replaced by a double bond in 3; (II) the D 6 olefinic bond was replaced by an epoxide ring; (III) the hydroxy group was placed at C-5 in 3 rather than at C-8 in 2. Those assignments were deduced by 2D NMR data analysis. In the 1 H-1 H COSY spectrum, the cross-peaks of H-3/H-4/H-5 indicated a CH=CH-CH moiety in 3; the hydroxy was at C-5 due to the downfield chemical shift at d 81.8; the epoxide ring at C-6 and C-7 was deduced from the characteristic 13 C NMR signals at d 66.0 and 58.8. The above assignments were corresponded with the HMBC correlations from Me-13 to C-3, from 5-OH to C-4, C-5 and C-6, from Me-14 to C-5, C-6 and C-7 as shown in Fig. 2 . The relative configuration of 3 was established by an ROESY experiment. In the ROESY spectrum, the ROESY correlations between Me-12 and H-4 and H-11; H-5, H-7, H-11 and Me-14 indicated that H-4, H-5, H-7, H-11, Me-12 and Me-14 were in the same side (assigned as a-orientation) while the ROESY correlations between Me-13 and H-3, H-1b; and H-1b and Me-15 demonstrated that H-3, Me-13 and Me-15 were in the borientation. The E-geometry of determined by the large coupling constant of 3 J H-3/H-4 (15.9 Hz). Consequently, compound 3 was determined to be 6,7:10,11-diepoxy-3E-humulen-5b-ol, and named antrodol C.
The biological activities of antrodols A-C (1-3) were evaluated in the enzyme inhibition assay against three PTPs: MEG2 and PTP1Bc. As summarized in Table 2 , antrodols A (1) was demonstrated to have moderate inhibitory activities against protein-tyrosine phosphatase MEG2 and PTP1Bc with IC 50 values of 8.0 and 10.0 lg/mL, respectively. Antrodol C (3) was showed mild inhibitory activities against protein-tyrosine phosphatase PTP1Bc with IC 50 values of 15.1 lg/mL.
Experimental Part

General Experimental Procedures
Optical rotations were taken on a Horiba SEAP-300 polarimeter. UV spectra were obtained on a Hitachi UV 210A spectrophotometer. IR spectra were measured on a Bio-Rad FTS-135 spectrometer with KBr pellets. 1D and 2D NMR spectra were recorded on a Bruker Avance III 600 MHz spectrometer (Karlsruhe, Germany). ESIMS and HREIMS were recorded with an API QSTAR Pulsar I spectrometer. Preparative MPLC was performed on a Buchi apparatus equipped with Buchi fraction collector C-660, Buchi pump module C-605 and manager C-615. Column chromatography was performed on silica gel (200-300 mesh; Qingdao Marine Chemical Co. Ltd., Qingdao, People's Republic of China) and Sephadex LH-20 for chromatography was purchased from Amersham Biosciences. Fractions were monitored by TLC and spots were visualized by heating silica gel plates sprayed with 10 % H 2 SO 4 in EtOH. 
Fungal Material and Fermentation
Extraction and Isolation
The fermented whole broth (70 L) was filtered through cheesecloth to separate into supernatant and mycelia. The former was concentrated under reduced pressure to about a quarter of the original volume and then extracted three times with ethyl acetate (20 L93) at room temperature, and the organic solvent was evaporated to dryness under reduced pressure to afford a brown crude extract. The mycelia was extracted three times with acetone (10 L93). The acetone solution was concentrated under reduced pressure to afford an aqueous solution. The aqueous solution was extracted three times with ethyl acetate (3 L93), and the ethyl acetate solution was evaporated to dryness under vacuum to obtain the crude extract of the mycelia. Both of the extracts were combined for further purification (45 g). The combined crude extract was then fractionated by silica gel column chromatography (CC) eluted with a gradient of petroleum ether-acetone (100:0-0:100) to obtain eight fractions. Fraction 3 was eluted with petroleum ether-acetone (3:1), was then purified into five subfractions (3A-3E) by MPLC using MeOH/H 2 O as eluent. Fraction 3B was then separated by Sephadex LH-20 eluting with acetone to give 1 (2.6 mg). Fraction 4 was eluted with petroleum ether-acetone (2:1), was further purified by MPLC using MeOH/H 2 O as eluent to afford seven subfractions (4A-4G). 4C was then subjected to Sephadex LH-20 (acetone) and silica gel CC (petroleum ether-ethyl acetate, 7:3) to yield 2 (6.2 mg) and 3 (5.8 mg). 
Antrodol
